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	CurrentPageNumber: 
	Double-blind peer review submissions: write DBPR and your manuscript number here instead of author names.: Steffi Oesterreich
	YYYY-MM-DD: 03/14/2022
	na: 
	y: 
	Provide a description of all commercial, open source and custom code used to collect the data in this study, specifying the version used OR state that no software was used.: Data were collected using commercially available software:qRT-PCR: CFX Manager software (BioRad Version 3.1)Immune fluorescent imaging: cellSens (Olympus Version 1.4)Western blot: Image Studio (Licor, Version 3.1)Droplet digital PCR: QuantaSoft software (BioRad, Version 1.7)ER ChIP-seq: HiSeq 2500 platformSingle cell RNA-seq: NOVAseq platform
	Provide a description of all commercial, open source and custom code used to analyse the data in this study, specifying the version used OR state that no software was used.: Data were analyzed using commercially available software and packages:Wet bench experiment analysis: Microsoft Excel 2020; Graphpad Prism (Version 8);  ImageJ (1.52);RNA-seq analysis: GSVA (Version 1.38.0); Venndiagram (Version 1.6.2); Plot3D (Version 1.0); ggpubr (Version 0.4.0); ESTIMATE (Version 2.0.0); limma (Version 3.46.0); Seurat (Version 3.1.4); genefu (Version 2.26.0); DESeq2 (Version 1.34.0)ChIP-seq analysis: Bowtie 2.0; MACS2; DiffBind (Version 2.2.12); Chipseeker (Version 1.26.0); EaSeqSurvival analysis: survminer (Version 0.4.8); Mutation burden analysis: maftools (Version 2.6.0)ChIA-PET analysis: ChIA-PET Tool (Version 3)R script associated with this study was deposited into Code Ocean and can be accessed using the link https://codeocean.com/capsule/2816027/tree/v1.
	Note the sampling procedure. Describe the statistical methods that were used to predetermine sample size OR if no sample-size calculation was performed, describe how sample sizes were chosen and provide a rationale for why these sample sizes are sufficient.: No statistical test was used to predetermine sample size. Sample sizes for cell experiments were selected to be at least n=3. The sample sizes are within the range found in published literature with similar methodologies.
	life: 
	behavioural: 
	eee: 
	If no data were excluded from the analyses, state so OR if data were excluded, describe the exclusions and the rationale behind them, indicating whether exclusion criteria were pre-established.: No data were excluded in this study.
	Describe the measures taken to verify the reproducibility of the experimental findings. If all attempts at replication were successful, confirm this OR if there are any findings that were not replicated or cannot be reproduced, note this and describe why.: All experiments were performed in duplicate or triplicate except for experiments listed below. All replicate experiments were concordant.Main Figure 6d: ELISA was performed once due to limited amount of patient plasma sample.Main Figure 2e and 6H: IF/IHC staining was performed once due to limited amount of clinical specimens.Supplementary Figure 4c, 4d, 4f, 5a, 5b, 6a, 6c-6e, 8, 10c, 10e, 10g, 11b and 12l These experiment were done once for each.
	Describe how samples/organisms/participants were allocated into groups. If allocation was not random, describe how covariates were controlled. If this is not relevant to your study, explain why.:  For cell culture culture experiments, steps such as cell seeding and drug treatment were allocated randomly into experimental groups within each genotype of cell model.
	Describe the extent of blinding used during data acquisition and analysis. If blinding was not possible, describe why OR explain why blinding was not relevant to your study.: No blinding test was used in this study since the same investigator designed, performed and analyzed the experiments and most data were  obtained from automated objective readout. 
	Briefly describe the study type including whether data are quantitative, qualitative, or mixed-methods (e.g. qualitative cross-sectional, quantitative experimental, mixed-methods case study). : 
	State the research sample (e.g. Harvard university undergraduates, villagers in rural India) and provide relevant demographic information (e.g. age, sex) and indicate whether the sample is representative. Provide a rationale for the study sample chosen. For studies involving existing datasets, please describe the dataset and source.: 
	Describe the sampling procedure (e.g. random, snowball, stratified, convenience). Describe the statistical methods that were used to predetermine sample size OR if no sample-size calculation was performed, describe how sample sizes were chosen and provide a rationale for why these sample sizes are sufficient. For qualitative data, please indicate whether data saturation was considered, and what criteria were used to decide that no further sampling was needed.: 
	Provide details about the data collection procedure, including the instruments or devices used to record the data (e.g. pen and paper, computer, eye tracker, video or audio equipment) whether anyone was present besides the participant(s) and the researcher, and whether the researcher was blind to experimental condition and/or the study hypothesis during data collection.: 
	Indicate the start and stop dates of data collection, noting the frequency and periodicity of sampling and providing a rationale for these choices. If there is a gap between collection periods, state the dates for each sample cohort. Specify the spatial scale from which the data are taken: 
	State how many participants dropped out/declined participation and the reason(s) given OR provide response rate OR state that no participants dropped out/declined participation.: 
	If participants were not allocated into experimental groups, state so OR describe how participants were allocated to groups, and if allocation was not random, describe how covariates were controlled.: 
	Briefly describe the study. For quantitative data include treatment factors and interactions, design structure (e.g. factorial, nested, hierarchical), nature and number of experimental units and replicates.: 
	Describe the research sample (e.g. a group of tagged Passer domesticus, all Stenocereus thurberi within Organ Pipe Cactus National Monument), and provide a rationale for the sample choice. When relevant, describe the organism taxa, source, sex, age range and any manipulations. State what population the sample is meant to represent when applicable. For studies involving existing datasets, describe the data and its source.: 
	Describe the data collection procedure, including who recorded the data and how.: 2
	Describe the measures taken to verify the reproducibility of experimental findings. For each experiment, note whether any attempts to repeat the experiment failed OR state that all attempts to repeat the experiment were successful.: 
	Describe the study conditions for field work, providing relevant parameters (e.g. temperature, rainfall).: 
	State the location of the sampling or experiment, providing relevant parameters (e.g. latitude and longitude, elevation, water depth).: 
	Describe the efforts you have made to access habitats and to collect and import/export your samples in a responsible manner and in compliance with local, national and international laws, noting any permits that were obtained (give the name of the issuing authority, the date of issue, and any identifying information).: 
	Describe any disturbance caused by the study and how it was minimized.: 
	Describe all antibodies used in the study; as applicable, provide supplier name, catalog number, clone name, and lot number.: 1.Estrogen Receptor-α (Santa Cruz Biotechnologies, sc543, Clone HC-20, for ChIP-seq, 5μg for ChIP of each sample); 2. Estrogen Receptor-α (Cell Signaling Technology, #8644, Clone D8H8, for immune blot, 1:1000)3. Estrogen Receptor-α (Leica, PA0151, Clone 6F11, for Immunofluorescent staining, 1:100); 4. HA-tag (Cell Signaling Technology, #3724, Clone C29F4, for immune blot, 1:1000); 5. Progesterone Receptor (Cell Signaling Technology, #3176, Ployclonal, for immune blot, 1:500);6. Progesterone Receptor (Agilent, M3569, Clone PgR 636, for Immunofluorescent staining, 1:100);7. EpCAM (Abcam, ab71916, Ployclonal,for Immunofluorescent staining, 1:100);8. S100A/A9 (Novus Biologicals, NBP1-60157, Clone 27E10, for Immunofluorescent staining, 1:200);9. CD45 (Abcam, ab10558, Ployclonal, for Immunofluorescent staining, 1:200);10. Tubulin (Sigma, T5168, Clone B512, for immune blot, 1:5000); 11. Cytokeratin 5 (Abcam, ab52635, Clone EP1601Y, for immune blot, 1:500; for Immunofluorescent staining, 1:100);12. Cytokeratin16 (Abcam, ab76416,Clone EP1615Y, for immune blot, 1:500; for Immunofluorescent staining, 1:100);13. Cytokeratin16 (Santa Cruz Biotechnologies, sc53255, Clone LL025, for Immunofluorescent staining, 1:100); 14. Cytokeratin 17 (Cell Signaling Technology, #4543, Clone D737C, for Immunofluorescent staining, 1:100); 15. Cytokeratin 8 (Abcam, ab53280, EP1628Y, for Immunofluorescent staining, 1:100);16. CTCF (EMD Millipore, 07-729, Ployclonal, 5μg for ChIP of each sample)17. Goat anti-Rabbit IgG (H+L) Cross-Adsorbed Secondary Antibody, Alexa Fluor 488 (Thermo Scientific, A11008, Polyclonal, for Immunofluorescent staining, 1:200)18. F(ab')2-Goat anti-Mouse IgG (H+L) Cross-Adsorbed Secondary Antibody, Alexa Fluor 546 (Thermo Scientific, A11018, Polyclonal, for Immunofluorescent staining, 1:200)19. Goat anti-Mouse IgG (H+L) Cross-Adsorbed Secondary Antibody, Alexa Fluor 488  (Thermo Scientific, A11001, Polyclonal, for Immunofluorescent staining, 1:200)20. Goat anti-Rabbit IgG (H+L) Highly Cross-Adsorbed Secondary Antibody, Alexa Fluor 647  (Thermo Scientific, A21245, Polyclonal, for Immunofluorescent staining, 1:200)
	Describe the validation of each primary antibody for the species and application, noting any validation statements on the manufacturer’s website, relevant citations, antibody profiles in online databases, or data provided in the manuscript.: Validation of all the commercial antibodies can be found on the manufacturer's website using the provided catalog number. Specific information for species reactivity and validated applications are listed below:1. Estrogen Receptor-α (Santa Cruz Biotechnologies, sc543):"ERα (HC-20) is recommended for detection of ERα of mouse, rat and human origin by Western Blotting (starting dilution 1:200, dilution range 1:100-1:1000), immunoprecipitation [1-2 µg per 100-500 µg of total protein (1 mlof cell lysate)], immunofluorescence (starting dilution 1:50, dilution range 1:50-1:500), immunohistochemistry (including paraffin-embedded sections) (starting dilution 1:50, dilution range 1:50-1:500) and solid phase ELISA (starting dilution 1:30, dilution range 1:30-1:3000)."2. Estrogen Receptor-α (Cell Signaling Technology, #8644):"Specificity / SensitivityEstrogen Receptor α (D8H8) Rabbit mAb recognizes endogenous levels of total ERα protein.Species Reactivity: HumanRecommended application: Western Blotting 1:1000; Immunoprecipitation 1:50; Chromatin IP 1:100; Chromatin IP-seq 1:100; CUT&RUN 1:100"3. Estrogen Receptor-α (Leica, PA0151)"Estrogen Receptor Clone 6F11 (ER 6F11) Mouse Monoclonal antibody is intended for laboratory use to qualitatively identify estrogen receptor (ER) antigen in sections of formalin fixed, paraffin embedded breast cancer tissue by immunohistochemistry methods. Estrogen Receptor Clone 6F11 specifically binds to the ER antigen located in the nucleus of ER positive normal and neoplastic cells. Immunogen Prokaryotic recombinant protein corresponding to the full length alpha form of the human estrogen receptor molecule."4. HA-tag (Cell Signaling Technology, #3724)"Specificity / SensitivityHA-Tag (C29F4) Rabbit mAb detects exogenously expressed proteins containing the HA epitope tag. The antibody may cross-react with a protein of unknown origin ~100kDa.Species Reactivity: All Species ExpectedApplication: Western Blotting 1:1000, Immunoprecipitation 1:50, Immunohistochemistry (Paraffin) 1:800 - 1:3200, Immunofluorescence (Immunocytochemistry) 1:800 - 1:1600, Flow Cytometry 1:800 - 1:1600"; Chromatin IP 1:505. Progesterone Receptor (Cell Signaling Technology, #3176)"Specificity / SensitivityProgesterone Receptor A/B Antibody detects endogenous levels of total progesterone receptor A and B proteins. This antibody does not cross-react with other PR family members.Species Reactivity: HumanApplication: Western Blotting 1:1000"6. Progesterone Receptor (Agilent, M3569)"Anti-PR, PgR 636 has been demonstrated to react with the PR-A and PR-B forms by Western blot of whole cell extracts and reacts with both free and hormone-bound PR (1). The epitope has been mapped to the amino terminal domain shared by PR-A and PR-B.Immunogen: Formalin-fixed recombinant full-length A-form of human progesterone receptor."7. EpCAM (Abcam, ab71916)"Species reactivity: Reacts with: Mouse, Rat, Dog, HumanImmunogen: Synthetic peptide within Human EpCAM aa 250 to the C-terminus (internal sequence) conjugated to keyhole limpet haemocyanin. The exact sequence is proprietary.Application: Application Abreviews NotesICC/IF (5) Use a concentration of 1 - 5 µg/ml.IHC-P (3) 1/40 - 1/160.WB (6) Use a concentration of 1 µg/ml. Detects a band of approximately 35 kDa (predicted molecular weight: 35 kDa)."8. S100A/A9 (Novus Biologicals, NBP1-60157)"Immunogen : Human blood monocytesApplication: Flow Cytometry 1:10-1:1000Immunocytochemistry/Immunofluorescence 1:10-1:500Immunohistochemistry 1:10-1:500Immunohistochemistry-Frozen 1:10-1:500Immunohistochemistry-Paraffin 1:10-1:500Immunoprecipitation 1:10-1:500Western Blot 1:100-1:2000"9. CD45 (Abcam, ab10558)Species reactivity: Reacts with: Mouse, Rat, HumanApplication:Flow Cyt (1) Use 1µg for 106 cells. IHC-FoFr (1) use at an assay dependent concentration.WB (9): 1/500. Detects a band of approximately 190 kDa (predicted molecular weight: 147 kDa).IHC-P (36): Use a concentration of 0.5 - 5 µg/ml. Perform heat mediated antigen retrieval before commencing with IHC staining protocol."10. Tubulin (Sigma, T5168)"species reactivity: chicken, kangaroo rat, sea urchin, rat, Chlamydomonas, bovine, human, African green monkey, mouseApplication: indirect immunofluorescence: 1:2,000 using cultured human or chicken fibroblastsradioimmunoassay: suitablewestern blot: 1:4,000 using human fibroblast cell extract"11. Cytokeratin 5 (Abcam, ab52635)"SpecificityMouse reactivity is based on IHC (positive tissues: Liver, lung, brain and skin). However, WB was negative for Mouse brain, heart, kidney and spleen. There is background staining in mouse and rat islet.ApplicationFlow Cyt (Intra)  1/20.ICC/IF  1/100.WB (2) 1/10000. Detects a band of approximately 62 kDa (predicted molecular weight: 62 kDa).IHC-P (4) 1/200. Perform heat mediated antigen retrieval with Tris/EDTA buffer pH 9.0 before commencing with IHC staining protocol."12. Cytokeratin16 (Abcam, ab76416)"SpecificitySeveral customers have found that this antibody gives good results in mouse and rat however in our hands, we cannot obtain positive results. This antibody is therefore no longer covered by our Abpromise guarantee for use in mouse or rat.Application NotesFlow Cyt (Intra)  1/50 - 1/150. ab172730 - Rabbit monoclonal IgG, is suitable for use as an isotype control with this antibody.IHC-P (2) 1/100 - 1/250. Perform heat mediated antigen retrieval via the pressure cooker method before commencing with IHC staining protocol.WB  1/5000 - 1/10000. Predicted molecular weight: 51 kDa.ICC/IF  1/100 - 1/150."13. Cytokeratin16 (Santa Cruz Biotechnologies, sc53255)"Cytokeratin 16 (LL025) is a mouse monoclonal antibody raised against a C-terminal synthetic peptide of Cytokeratin 16 of human origin.Cytokeratin 16 (LL025) is recommended for detection of Cytokeratin 16 of mouse, rat and human origin by Western Blotting (starting dilution 1:200, dilution range 1:100-1:1000), immunoprecipitation [1-2 µg per 100-500 µg of total protein (1 ml of cell lysate)], immunofluorescence (starting dilution 1:50, dilution range 1:50-1:500) and immunohistochemistry (including paraffinembedded sections) (starting dilution 1:50, dilution range 1:50-1:500)."14. Cytokeratin 17 (Cell Signaling Technology, #4543)"Specificity / SensitivityKeratin 17 (D73C7) Rabbit mAb detects endogenous levels of keratin 17 protein.Species Reactivity: Human, Mouse, RatApplication: Western Blotting 1:1000; Immunofluorescence (Immunocytochemistry) 1:200; Flow Cytometry"15. Cytokeratin 8 (Abcam, ab53280)"Species reactivity Reacts with: Mouse, Rat, HumanApplication Flow Cyt (Intra)  1/20. ab172730 - Rabbit monoclonal IgG, is suitable for use as an isotype control with this antibody.WB (1) 1/10000. Detects a band of approximately 52 kDa (predicted molecular weight: 54 kDa). For unpurified use at 1/25,000 - 1/50,000.IP  1/20. For unpurified use at 1:70.IHC-P (3) 1/250. Perform heat mediated antigen retrieval with Tris/EDTA buffer pH 9.0 before commencing with IHC staining protocol.ICC/IF (2) 1/100 - 1/500."16. CTCF (EMD Millipore, 07-729)"Specificity Recognizes CTCF at a.a. 659-675.Species Reactivity Human, Rat, Canine, Mouse, PrimateApplication: Western Blotting, ChIP-seq, Chromatin Immunoprecipitation (ChIP)"17. Goat anti-Rabbit IgG (H+L) Cross-Adsorbed Secondary Antibody, Alexa Fluor 488 (Thermo Scientific, A11008)"Species Reactivity:RabbitApplicationsImmunohistochemistry (IHC) Assay-dependentImmunocytochemistry (ICC/IF) 4 µg/mLFlow Cytometry (Flow) 1-10 µg/mL"18. F(ab')2-Goat anti-Mouse IgG (H+L) Cross-Adsorbed Secondary Antibody, Alexa Fluor 546 (Thermo Scientific, A11018)Species Reactivity: MouseApplication:Immunocytochemistry (ICC/IF)2 µg/mLFlow Cytometry (Flow) 1-10 µg/mL"19. Goat anti-Mouse IgG (H+L) Cross-Adsorbed Secondary Antibody, Alexa Fluor 488  (Thermo Scientific, A11001)"Species Reactivity: MouseApplications:Immunohistochemistry (IHC) Assay-dependentImmunocytochemistry (ICC/IF) 1 µg/mLFlow Cytometry (Flow) 1-10 µg/mL"20. Goat anti-Rabbit IgG (H+L) Highly Cross-Adsorbed Secondary Antibody, Alexa Fluor 647  (Thermo Scientific, A21245)"Species Reactivity: RabbitApplicationsImmunohistochemistry (IHC) 1-10 µg/mLImmunocytochemistry (ICC/IF) 2 µg/mL"
	State the source of each cell line used.: MCF7 (Park lab) and T47D (Oesterriech lab) WT and ESR1 mutant cell line were reported previously (PMID: 28535794). Original parental cells were from ATCC.MCF7 WT and Y537S ESR1 mutant cell model from Ali lab were reported previously (PMID: 27748765). Original parental cells were purchased from Cell Biolabs Inc.MCF7 WT and ESR1 mutant cell line from Gertz were reported previously (PMID: 33184109). T47D and MCF7 parental cells were obtained from ATCC and Dr. Jennifer Richer (University of Colorado Anschutz Medical Campus).MCF7, T47D, ZR75-1, MDA-MB-134-VI and MDA-MB-330 were obtained from the ATCC. BCK4 cells were developed as reported previously (23247610).
	Describe the authentication procedures for each cell line used OR declare that none of the cell lines used were authenticated.: MCF7 (Park lab)/T47D (Oesterreich lab) ESR1 WT and mutant cells (April, 2016), MDA-MB-468 (May, 2020), T47D (February, 2017), MCF7 (July, 2017), ZR75-1 (October, 2016), MDA-MB-134-VI (January, 2020), MDA-MB-330 (January, 2020), and BCK4 (May, 2020) were authenticated at the University of Arizona Genetics Core using autosomal STR profiling with specific time indicated. MCF7 WT and Y537S ESR1 mutant cell model from Ali lab were authenticated by LGC Standards in March, 2016. MCF7 ESR1 WT and mutant cell lines from Gertz lab were authenticated as matching the correct parental origin using STR marker analysis in August, 2017.
	Confirm that all cell lines tested negative for mycoplasma contamination OR describe the results of the testing for mycoplasma contamination OR declare that the cell lines were not tested for mycoplasma contamination.: All cell lines were routinely tested to be Mycoplasma free. 
	Name any commonly misidentified cell lines used in the study and provide a rationale for their use.: No commonly misidentified cell lines were used in this study.
	Provide provenance information for specimens and describe permits that were obtained for the work (including the name of the issuing authority, the date of issue, and any identifying information). Permits should encompass collection and, where applicable, export.: 
	deposition: 1
	If new dates are provided, describe how they were obtained (e.g. collection, storage, sample pretreatment and measurement), where they were obtained (i.e. lab name), the calibration program and the protocol for quality assurance OR state that no new dates are provided.: 
	datescheck: 0
	Identify the organization(s) that approved the study protocol.: All identified samples were obtained from the Pitt Biospecimen Core (PBC) with patients consenting to either the Breast Disease Research Repository (BDRR) (04-162) or to HCC-16-082 (STUDY19060376) entitled ‘Rapid Autopsy/Tissue Donation Program in Cancer’.  For the study of de-identified blood, samples were obtained from the Biospecimen Core (PBC) with patients consenting to  the Breast Disease Research Repository (BDRR) (04-162).  De-identified blood samples were accessed using STUDY19040404 or STUDY19070357 approved by the University of Pittsburgh Institutional Review Board.
	For laboratory animals, report species, strain, sex and age OR state that the study did not involve laboratory animals.: 
	Provide details on animals observed in or captured in the field; report species, sex and age where possible. Describe how animals were caught and transported and what happened to captive animals after the study (if killed, explain why and describe method; if released, say where and when) OR state that the study did not involve wild animals.: 
	For laboratory work with field-collected samples, describe all relevant parameters such as housing, maintenance, temperature, photoperiod and end-of-experiment protocol OR state that the study did not involve samples collected from the field.: 
	Describe the covariate-relevant population characteristics of the human research participants (e.g. age, gender, genotypic information, past and current diagnosis and treatment categories). If you filled out the behavioural & social sciences study design questions and have nothing to add here, write "See above.": De-identified samples were obtained from the Pitt Biospecimen Core (PBC).  Samples are from: • Women, age ≥ 21 years. • Advanced ER+ breast cancer• Endocrine therapy
	Describe how participants were recruited. Outline any potential self-selection bias or other biases that may be present and how these are likely to impact results.: De-identified samples were obtained from the Pitt Biospecimen Core (PBC). Recruitment procedure was not part of this study.
	Provide the trial registration number from ClinicalTrials.gov or an equivalent agency.: 
	Note where the full trial protocol can be accessed OR if not available, explain why.: 
	Describe the settings and locales of data collection, noting the time periods of recruitment and data collection.: 
	Describe how you pre-defined primary and secondary outcome measures and how you assessed these measures.: 
	Describe any other significant impacts.: 
	calculatehazards: 
	Please describe the agents/technologies/information that may pose a threat, including any agents subject to oversight for dual use research of concern.: 
	Describe any other potentially harmful combination(s) of experiments and agents.: 
	calculateexperiments: 
	calculatehazardsexperiments: 
	Describe the precautions that were taken during the design and conduct of this research, or will be required in the communication and application of the research, to minimise biosecurity risks. These may include bio-containment facilities, changes to the study design/methodology or redaction of details from the manuscript.: 
	Describe any evaluations and oversight of biosecurity risks of this work that you have received from people or organizations outside of your immediate team.: 
	Describe the benefits that application or use of this work could bring, including benefits that may mitigate risks to public health, national security, or the health of crops, livestock or the environment.: 
	Describe whether the benefits of communicating this information outweigh the risks, and if so, how.: 
	graphfiles: 1
	For "Initial submission" or "Revised version" documents, provide reviewer access links.  For your "Final submission" document, provide a link to the deposited data.: https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE125117
	Provide a list of all files available in the database submission.: GSM3563749 MCF7_WT_InputGSM3563750 MCF7_WT_VehicleGSM3563751 MCF7_WT_E2GSM3563752 MCF7_Y537S_InputGSM3563753 MCF7_Y537S_VehicleGSM3563754 MCF7_Y537S_E2GSM3563755 MCF7_D538G_InputGSM3563756 MCF7_D538G_VehicleGSM3563757 MCF7_D538G_E2GSM3563758 T47D_WT_InputGSM3563759 T47D_WT_VehicleGSM3563760 T47D_WT_E2GSM3563761 T47D_Y537S_InputGSM3563762 T47D_Y537S_VehicleGSM3563763 T47D_Y537S_E2GSM3563764 T47D_D538G_InputGSM3563765 T47D_D538G_VehicleGSM3563766 T47D_D538G_E2
	Provide a link to an anonymized genome browser session for "Initial submission" and "Revised version" documents only, to enable peer review.  Write "no longer applicable" for "Final submission" documents.: Do not have saved sessions.
	Describe the experimental replicates, specifying number, type and replicate agreement.: No biological replicate was used in this experiment. Each sample was a pool of two to three individual clones of ESR1 WT or mutant cell line with the sample genotype.
	Describe the sequencing depth for each experiment, providing the total number of reads, uniquely mapped reads, length of reads and whether they were paired- or single-end.: GEO sample ID-sample name-total reads-mapping percentage-read length-single/paired endGSM3563749 MCF7_WT_Input-16856221-94.21%-50bp-single endGSM3563750 MCF7_WT_Vehicle-23447868-85%-50bp-single endGSM3563751 MCF7_WT_E2-16375519-89.15%-50bp-single endGSM3563752 MCF7_Y537S_Input-17529190-92.47%-50bp-single endGSM3563753 MCF7_Y537S_Vehicle-20516994-90.35%-50bp-single endGSM3563754 MCF7_Y537S_E2-20680234-89.81%-50bp-single endGSM3563755 MCF7_D538G_Input-20702360-82.44%-50bp-single endGSM3563756 MCF7_D538G_Vehicle-20222723-87.33%-50bp-single endGSM3563757 MCF7_D538G_E2-20606853-91.4%-50bp-single endGSM3563758 T47D_WT_Input-18730431-95.97%-50bp-single endGSM3563759 T47D_WT_Vehicle-21211902-90.02%-50bp-single endGSM3563760 T47D_WT_E2-22925286-91.73%-50bp-single endGSM3563761 T47D_Y537S_Input-17630142-93.54%-50bp-single endGSM3563762 T47D_Y537S_Vehicle-19794083-87.65%-50bp-single endGSM3563763 T47D_Y537S_E2-19581111-88.2%-50bp-single endGSM3563764 T47D_D538G_Input-19130173-94.4%-50bp-single endGSM3563765 T47D_D538G_Vehicle-21516548-89.4%-50bp-single endGSM3563766 T47D_D538G_E2-20555516-86.55%-50bp-single end
	Describe the antibodies used for the ChIP-seq experiments; as applicable, provide supplier name, catalog number, clone name, and lot number.: ERα antibody, Santa Cruz Biotechnologies, sc543, clone HC-20
	Specify the command line program and parameters used for read mapping and peak calling, including the ChIP, control and index files used.: Peak calling was performed using MACS 2.0 under the default parameters (command line shown below). Peaks were called under p value <10E-5.$macs2 callpeak -t *sample.sam -c *sample_Input.sam -f SAM -n *sample  -p 1e-5
	Describe the methods used to ensure data quality in full detail, including how many peaks are at FDR 5% and above 5-fold enrichment.: Before sequencing, all the samples were pre-validated using qPCR on known differential ER binding sites at GREB1 gene locus. All peaks were called under MACS p value peak cutoff. All the raw fastq files and processed files (bam) passed the quality check of FastQC and ChIPQC respectively.
	Describe the software used to collect and analyze the flow cytometry data. For custom code that has been deposited into a community repository, provide accession details.: ChIP-seq reads were aligned to hg19 reference genome using Bowtie 2. Peak calling was performed using MACS 2.0. DiffBind was used to calculate differentially binding peaks, and Chipseeker was used to annotate genes at proximity of each peak. Bigwig files were called using deeptools and WashU genome browser was used to visualize the peaks at targeted loci.
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	Describe the sample preparation, detailing the biological source of the cells and any tissue processing steps used.: 
	Identify the instrument used for data collection, specifying make and model number.: 
	Describe the abundance of the relevant cell populations within post-sort fractions, providing details on the purity of the samples and how it was determined.: 
	Describe the gating strategy used for all relevant experiments, specifying the preliminary FSC/SSC gates of the starting cell population, indicating where boundaries between "positive" and "negative" staining cell populations are defined.: 
	gatingcheck: 0
	Indicate task or resting state; event-related or block design.: 
	Specify the number of blocks, trials or experimental units per session and/or subject, and specify the length of each trial or block (if trials are blocked) and interval between trials.: 
	State number and/or type of variables recorded (e.g. correct button press, response time) and what statistics were used to establish that the subjects were performing the task as expected (e.g. mean, range, and/or standard deviation across subjects).: 
	Specify: functional, structural, diffusion, perfusion.: 
	Specify in Tesla: 
	Specify the pulse sequence type (gradient echo, spin echo, etc.), imaging type (EPI, spiral, etc.), field of view, matrix size, slice thickness, orientation and TE/TR/flip angle.: 
	State whether a whole brain scan was used OR define the area of acquisition, describing how the region was determined.: 
	Specify # of directions, b-values, whether single shell or multi-shell, and if cardiac gating was used.: 
	Provide detail on software version and revision number and on specific parameters (model/functions, brain extraction, segmentation, smoothing kernel size, etc.).: 
	If data were normalized/standardized, describe the approach(es): specify linear or non-linear and define image types used for transformation OR indicate that data were not normalized and explain rationale for lack of normalization.: 
	Describe the template used for normalization/transformation, specifying subject space or group standardized space (e.g. original Talairach, MNI305, ICBM152) OR indicate that the data were not normalized.: 
	Describe your procedure(s) for artifact and structured noise removal, specifying motion parameters, tissue signals and physiological signals (heart rate, respiration).: 
	Define your software and/or method and criteria for volume censoring, and state the extent of such censoring.: 
	Specify type (mass univariate, multivariate, RSA, predictive, etc.) and describe essential details of the model at the first and second levels (e.g. fixed, random or mixed effects; drift or auto-correlation).: 
	Define precise effect in terms of the task or stimulus conditions instead of psychological concepts and indicate whether ANOVA or factorial designs were used.: 
	whole: 
	ROI: 
	both: 
	Describe how anatomical locations were determined (e.g. specify whether automated labeling algorithms or probabilistic atlases were used).: 
	Specify voxel-wise or cluster-wise and report all relevant parameters for cluster-wise methods.: 
	Describe the type of correction and how it is obtained for multiple comparisons (e.g. FWE, FDR, permutation or Monte Carlo).: 
	Report the measures of dependence used and the model details (e.g. Pearson correlation, partial correlation, mutual information).: 
	Report the dependent variable and connectivity measure, specifying weighted graph or binarized graph, subject- or group-level, and the global and/or node summaries used (e.g. clustering coefficient, efficiency, etc.).: 
	Specify independent variables, features extraction and dimension reduction, model, training and evaluation metrics.: 
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